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■tmm^m^^^. hw-'^yy<pWk^^^mm:L^ti^^m\z.i:^xmt^^ 
mzmM^<^^-r:6zt^t^mmmm(D:^^V'-=^y^:)7mimi-^o ^hi^. ^ 
n.z.<D^':)fj:7.^v-=^y'^^m^. ^nmy^^':7w^^^m:mmircno:L 



[0002] mm^i^^^i-zi^'^mmm^-r^^y^^^w. mwjymitT^^^^^^y^mzx. 

mm^^^'r^^i^^n. ±^f^x\ h^m-^<o^yy<^wi^if^x^(on.^%m^x 
mmaim^:^^tm:s.imLx\^^^i^^mmmcMmir^^W:xh6o'^^^ 

tibommt. ^^mm. -f^W^ym. ^«{c:i^2-/^-r:/yyK&> yr-'y^ 

>{:^yu^mm^x<ont>fix\^ >fco 
[0003] ^^tt^mtit. ^yy<^m'^^wit'(D^m^m'7^^(Dmmf}mskmh^^^ii 

mm^tt^Lx<m(D^y^<^nhimi^x^ n^(o^y^<^wt'^^i-^^ 
:/^i^^^y^msiih\^^y^<^Mt'oi.(Di^^^^^'^iHxm¥r-r^^mxh 
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[0004] ±mi^^Lfc^mxi-i. h^m'^^>^<^Kt^Krf^-r^-(D^yy<^W(D^(D 
^n(Dmm^m^tfi:^tn^xm.^tiib(Dms^^(Dmm^y^i-/i-m^mm^ 

i-^^>'y<^W(D^^])-=^y^:)7momm^^^it>htiXv^ti, 
[0006] ±E;^^y-::^>'^"^ff^^-*5v^Ti^^^Mt^tL5v^5v^5/c^^^^^^R^S^)$^ 

m^at^ ^"^^m'^^Sk^Ummn (Reticulocyte Lysate) ;6^^<ffi V ^(btlX\^ ^fZo 
Ld^U,*iff,='i^=¥K^**fflfla^ (Wheat Germ Extract) <^;f^^<b^ffi<7)jipp0J 

^fi^y^<m'^f&'<^mFn^tixv^^i^mfi'Xmi) (#fF:s:iti-3)o ^fjt^tt. 
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[0007] #rF5:^l:#r?l2000-236896<2^^ 
^f^Xm2 : #W2002-125693iiif# 

##f^:5:®tl : Proc.Natl.Acad.Sci.USA,99: 14652-14657(2002) 

ALt^^55bfr<, M6^*fflMttJtl^^V^fcin vitro in 

vivoT'fc6#6^«mT'Ohy:;{f-^^/<iJ'K{cj:(9§|#fc$tL6{'^^}^J;oT'^'fb 

[0010] -rti:t>h:$^mMmrx<ofj:=5o 

2)mhv:0-r^^^mi^x'om^:i^timm^x-^xmt^§:nfc^w^<^^ 
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6. hv:0'-^>^<i^v:\^^^mi&:i^timmiz.x^xmt^^mcmmMm(Dm 

feo 
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[0012] ^mma. ^i^-^Ktti^roxm^^tj^. hV:^~:^>'y<^Wi^x<o^\^m^^ti^ff 
^it^i---^\:ix^vymitr>hv^-^mt^j:^.m^^mwxhtiitm^^^i^ 

[0013] :^mm<0>m.rM(Dm. Jl#^$tlfc:^y;^f-^5'>'/^'^^Ki:^^y;^-0^6^^r/<^5 

i^i-^ti^x^hXofmmi^:!^<^t^MMu -^max ^m^mmm'Jtkmx 
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mmmmm'Fm. nm^mmnm. i--(h^-('^m. ^j^^^k^^ 

[0014] :L(o^ofim^^m^\t. WMm^iz-X, ^^^;lj:«9^iS#Lyc:»^3i^L^{c^>^t'5 
[0015] :^mm(D£^mi:U(D2it. Z(DhV:ff—$'yy<i:7m^^'03\^&^^ti^Wm^X^X 
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[0016] v')^-ry^<^w\^^^^\^u:L^fi^\mK^^xmt^^k'^^mmmw\tm 
:L(DY')is-^i^^<^m^ii^^\mz.^ti^^m\^^<^xm\:^^mci^w^mm. 

- - tL^toTiiT^ev^ - - - - - . _ 

[0017] *fc. ±.^(DXofi.mtX\-i.fii<. hy;«f-^i//-?^Kicj:i9§(t®-$n5f^ffl{;i<to 

So 

mz^ti^imi^^^xmt^^n^^WMW<Dmmt.:^mm(D^^v-=^:^^'ij 
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[0019] mm<^«<Dm^icm?>^v(D-m^^i:^'Tyzfnur(DX'?imi^ibti^o 

o 

y<^Mi^^^x^m^^i-ft.^wtmm^ti^o 

[0020] mmfHiy^'-r/uB^om^l^Mi.Xh rixtc- 

i-=i^h'\y±^^-mi!>m^-^ti^o mj^m^mi^xhfiit. egfr( 

Epidermal growth factor receptor) -^c-Met (hepatocyte growth factor receptor) ^ 
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[0022] V^mt t^m^Xi^n. m^^^;\y^-<Dt^7^^s])/\^mi^yo'r^y^i'—^^lft- 
LXTT'/'yy^Vym^^ (ATP) yuy^^y^ 

\z^(DW.(oji^^f)^h(omi^^^Mz.m^\.xmzy)m^, :^s:^-^.^)j\.mmym\: 

[0023] ^nx-f^^-^-- tffi. IIB«^H^;I*3V^•cmS?:^^Sf|J^SoTV^§ri:^i^fetlT 

±^itmia^^^f*:(EGFR)*fc«ifll/J^:KS5l5ii5SiaT-g^#:(PDGFR)/£ 

6^n^y>'df-^^if(Z)^^^^;6S^<0^|Hj5ai^#:S-r5(Nat. Med. 2: 561-66, 

(1996)) o *fc. -fx2y^^iy^-r-^\t^mmy^i-Mz.hmm^x\^^^o 
-wiE(D\K^f)^(omm.\^hmm.x\^^^o 

[0024] ±M':^ny-^y^-r~'^mj.T(D6mm'^^f\^X\^^, {l)'!i-s:^W^~^^'r- 
iyzLVy^-r—^U (5);{7/^^v=^y>'^:^— e'll. (6);&>'^^v^^y^=3{.:^— 6 
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[0025] :i^mMx^tE^ti^^m<^w<Dmtmwj:^&mmm^ mw) o^^y-^^i/ 
^mm(Dmmm^m^M^^tcin vitro m vivo-e 

it. m^i^^mm(Dhv^-^>y<i^w^0rMi^^0.i-^^tf)^x^?><Dx\ /^-r;^/^ 

-y^yh7.^v~=^y^^m^mmi-^^th:^mxh^. 

[0027] :^mm\^m^sbn^hv^-^y^<^mt. mm. mm. w^m. itfsm^i^;! 

[0028] (Dmmji^^y^^^M^^^omm 
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^(D^^m^^M^xpm.'^p^x-m:^m'(^h^o mmtLXRNAm\^^ 

[0029] :^mmi^m^hti^mmm^>^<^m'^f^^tLxit. ^mmmom^m. mm 

^W^^ PrattJ.M.etal., Transcription and Translation.Hames, 179-209, B.D.& 
Higgins, S.J.,eds ,IRLPress,Oxford(l984)(:ifB^(^;^jfe^{c5|ICTp$^1-5^i;'b-tr 

[0030] r^m.(OmM^y^<^M'^^^tLXit. ;^^0S*<^)t3O«, E.coli S30 extract 

system (Promega^hM)iRTS 500 RapidTranslation System (RochettM)#^^^ffb 
tl. ^71^^M^^#i&L^^ 5l50tj(^{4Rabbit Reticulocyte-Lysate Sytem (Promegatfci^ 

[0031] :i^mmi^m^hfl^='J^^mWi^m'^^^MitPROTElOS^ (TOYOBOliM) tL 

='j>^^m^^mm(Dmmii^tLXit. ^j>^^BW(DmmijmtLx. m^it 

Johnston,F.B.et al.,Nature, 179,160-161(1957)tc:|5S(Z);^fe^;55^V^^tL, i^fc^ 

mutmm^h(D=iM.miEWi^m!^^^^<Dmm:i7W:tLXit.m^it. 

Erickson.A.H.et al.,(1996)Meth.In Enzymol., 96,38-50m^WM(D:)fm^M\f^^^t 
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i)^X'^6, ^(Dm. H^^liWO 03/06467 10;^&;65^!j^$ix5o 

[0032] ^mmx-timimm^ti^='j>>^mwmiiim-i. wM^m g ^r^^^-t^xit 
mRNA. tRNA. Mm^y^^^wm^'^my-j^mi^imvx^ommmm 

mm^m±i^<DBt.L<m-iomm. xm^L<m.5-5mm%xh'o. w. 

'^^m'^(Dwmtm%mmi^m ^-c. ^i^^^^^mi^ti^^c^^^^uft lo- 
90^*%. xmn.<n25-7omM%xh^o ^li^. :izx^^^^>y<i^M^^mit 

. (260, 280. 320 nm) ^«-r5:ii{-J;'9»ai^tlStjO-Cfe§o 

[0034] (2) = A:¥K^tttHi^"^'tl^;i^^O|||^'l4i^iro^£i!t{b 

^zx\m^j^^mw^mm^^mi^^^timM\^^n<Dm^mi^^mLt: 
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[0035] i3mmu^m(om^ 

[0036] (4) =^j^^B^^iiim^mm(Dmm\:iisi-fms^'F^mmmn(Dm^:i^m 

t^X^^o :J>^*50, 000-14, OOOJMT. 0*t<fil4, OOO^Tt?) 
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[0037] m¥ri^^m'A^^mmmw(D^^^mfKm\^^m^mtLxn. so, ooo- 
12. ooo(Dm^i^^M^ti-^iimmfbti^. M.i^mam^^^mi2, ooo 

-14, 000OS^-fe/^n-;^M(Viskase Sales,Chicago<^)-^, K^*3^^1:50, 000 
(^^^iJ'Ky/^Kre (SPECTRUM LABOTRATORIES INC.,CA,USA®l)^;650tL< 

[0038] is.^^'^mm^m(D^^^mm. ='j>>^mwmmm^^m\^^m\^f^^t^ 

m^^^^h^^ ^itmmR!t^^m(D^^it(DM:i^^:^j:^mtLxn. ±.mut^ 

ii^:^^'^it^^^imi-^:it-^^h^)%:tts^mtvxno:^mtmfbti^o 
^ji-^'-vymit^mtLxit. ATpmtL<m\^bMo ^fc. m^L<n. atp 
<!:GTP, ^b\m^\^<i-iATP. GTP. AmommfDT^ym^ttmm^xmo 

mmM(D^^^xmmLx-hx\^^7!)Ki&^^^mmmK<Dm^immmm^^ 
^m^iat. m^^m^h^-^it^^^mmLxmm^noxi&^^^^mmm 
«<Dm^^m^thx^^o m^^mKi^^^itm^^mMLxi^m-f. m^'^i^ 
^mt}^^t^'7^m^tixhni:i^u^^^im^Mm^t^h.^(Dx^m^L\^\^ 
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■ [0040] ^mm^(DmQm. Rxj^^mtmmmmtLxit. =^j^^m^^mm^^m(D 

[0041] z(DXoi,::L.xm^^titc=^j^^m^i^mm'^^m(D^mmi^(Dmti.x. mi^ 
mat. m^m\^xm'^^'^mmw(Dm^T.m^nom^i^:^\^^xit. ^(d 

■ - GTP{i25 u M-lmM. 20m^<DTX/mtLXit^Mti25 u M— 5mM^t)PL 

x3o^-imm&.±(Dmm^m^mmi)mfh^^.m^^ffom^(Diu.mt. 
mxhtimQm£^i^(Dxh^xhi:^\ McH^mm. Mi&^^^tLxix mmm 

[0042] i^tc. i&^^^mmmK(Dm^^=^j^^m^mmm^^mt\.xmmLfcmi^ 

[0043] (5) =^j>^mm^m'^^^m<Dm7€Mmm(D^mjym 

='j^mmi^iiii^^^mi^^^n^m7iM(Dm^^^m^^xmmmi?:^y<:!^« 
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t^hm'm^tzMkmm^di^^mm.^<n>^WimK 20-70^ m. ^*u«3o 

^ (7)ft^MS/5\ 0. 1-0. 2inM{::i£?^$tl5o ^>^^:^>-/^fkS^Vv 

[0044] m7nM<Dmmmmum(Dm^mtLxit. mmmitfi:\^^ji)K m^if. iy^^vy^ 
ri^^^^R^'^^mm'mm(D^m^ii^x'¥m-r^:hm^mm:ibt^x^^. 

%) u±xhy). i^tc^(D-^mi[:^^i!)^i^^^^y^}'^^'^^^R^^^mm-rmm(D 

¥'^^^^w\ji.t.t.^^-r^^j^^mti.xm\.x\ ^^mm-t^:Ltt,^x^^o 
±.^(Di>7.;vy^Y'^^^^R^!b^mm-^mm(D^i)^\z^^xm^^fhfc 

^■^hKn-t\j>^m^mmbvxmm-^:Ltt^x^^o 
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[0045] M.i^^^im7tm<Di&mijmtLx\t. m7cm^'^'^^i\'^=^j^^mwmiiim^^m 
^i^xo {-jItc^j^^ jp-r^;^!*^. =i^=¥B^tt tH#i^*i^ * MommKJt^mm 

[0046] {6mmRst^^m(DmW: 

J^JcWb^T'SjSo ----- - - - - - - . 

[0047] mmR)i&mmmmt\^x^ mntfi^rxm. :r.^;v^^u. 

^'v^i-ji^^ 3'. 5'-cAMP. mm^. ifiMM^i^mifhti^o ^fc. ^M'tm^n 

, ATPiLXttlOO/i M— 0. 5mM, GTP{i25 M— ImM. 20mUor^ymtV 

xit^Mti25ixM-5mM^i^ti6x^\mm'r^:itmit.L^\ :Ltihit, nm 

m^i^tam^m^^fcm-^iat. 20mM HEPES-K0H(pH7. 6), lOOmMf^^^y^ 

^0. 3mMLMT^y^20ffiM^ 4mM>?^;t;^Wh'-yL'. 1. 2mMATP(fP3tM 
M^t^). 0. 25inMGTP(fP3fe^Mt±^). 16mMi:^l-Tf^^y>^(?P^^^|±M 
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) , lOOOU/mlRnase inhibiter (TAKARA^t^) , 40 p. g/ml^l/T^>'^-t-— ( 

[0049] ur. mmmm^fx^mMmrmmm-r^iK ^mm(D^mit:irih(DmM 
MMm 1 

[0050] il^fflJ9a^y/^°^K-^fig 

-e5:>'W(Fritscht±^: Rotor Speed Mill pulverisetteHS) {C^JPL, 111^^8, 000 
" XO. 7-1. OOmm)^lHlJRUc^. Ei^ft^^tv^iJ'n-^^^f-^CD^-a'fKC^iit 

x.^xu-^-fm^m(Dyfmmm^^\^xm^-^m'7^-^mz. 
^xo\mi^u^/^h±(Dnm^m'^Km%-):rx^^mMLx^M^^^mLfco 
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Sfe#UcK^Sfi*(^^Ui:2f§^*Ottaiit^l(80mM HEPES-KOH pH7. 
8. 200mM|^^;&y!j7A, 10mM|^i?^i/^>iXr>A, 8mMv^5^:^>^Wh-/V'^ (^0. 

-^fflV^. 5, 000-20, OOOrpm-eSOS'fBl-f o3[H]CQE^(DPgSW^^TofCc " 

i^Mjl'iL^^^^v^fc30, 000 x g, ZQ^Wi(D'^>^\z.^^%h^ 

j!5<:tc:, ^(D5?^^l:fcf>;{)^C2i?>^IK[40mM HEPES-K0H(pH7. 8), ^H^'tHOO 
mMi^^;(7y'>3., SmMl^^-^i/^iX'^A, 8mM■^^;^-;^W^— #0. 3mM(^20 

y^l^^igSrfTofcio #btbfc6l^^. W^30, 000 Xg, ZQ>%fii(Dm.'hU WSiUi. 
±.m<n>MM.^. A260nm^S90-150(A260/A280=l. 4-1. 6){Ci9SL^c:o 
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nWc^y^<^W'^^M='J>^^mW^mi^^^m^20mM HEPES-KOH (pH7. 

6). lOOmUm^^V'yj^s 2. 65mMi^^-v'^^^o>r>i,^ 0. 380mM;^^/P5:v^:/( 

/V, 1. 2mMATPmytmM^±M).0. 25mMGTP(fO^M^|±]S). 16mM^I/ 
T'^y]}^^m(^^mM^±M) ^ lOOOU/mlRnase inhibitor (TAKARAttM) > 400 ju 

[0051] (2)te^ftMc^^MilKil? 

#^2)SrffiV^T. Biochain?±McDNA(Wlii, ffFfii. B^m^m^m 

CaMKII 5 3lfe^(GenBANK Accsession No. AF071569)^^V^-C. split^^T^PCR 
jfe(Sawasakl.T. et al, PNAS. vol.99, 14652-14657, 2002).t^ffiV^-C. U^f^M^W- 

M^tLXQO mM Hepes-KOH, 16 mM^m-^^'^i^^J^, 2 mM;^^7V^v=:/(':h;&y 
yi'T^V^^'^T.^), 10 mM DTT, 3 mM NT? , 1 U/^l SP6 RNA 

polymerase, 1 U/ 1 Rnase Inhibitor (TAKARAtt:3^)^:*D;t. BL^tM 50 n L^MW: 

LfCo r<DRiS:?^^37°C-e3H#fH^^y^^-<-KL. :3iv?y-/i,it^i-J;f9mRNA^tt 
®$-frfCo %hflfz.xamA(D^^^yV±m^bO n LOilBCDO^iA^Js^'E^ExtractC 

[0052] (3) •=^j^^m-^^\m(DmM^y^<^%^m^ c-mxm 

K^afcUi^-^^teftj^S^^^^t^^-^ (o.D.) (A260) t^mKf^^mmxJtr-y 

/<i7'^^^m^J^M{^^^tim^^^X\ 30 mM HEPES-KOH (pH7.8) . 100 mM 
WI^M^yj^. 2.7 mUmBrr^^i^'^K 0.4 mM7;^;W^i^^^(:h;577'l'-Xi5'h:=^i^;^ 
ttM) , #0.25 mM LMT5y^20a^, 2.5 mMi^'f-:t^\y^h—^l-. 1.2 mM ATP, 
0.25 mM GTP, 16 mM^l^T^>])ym^aytmM^±M) . 400 fi g/ml i^UT^>':3r-^ 
—if (RochettM) ) 50 fi U^, ±|B(2) -CMMtfcCaMKII 6 mRNA^ilPLfCo 
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^^:fyy:fm/CO 12000(Bio Tech&i^){c:^JP;tfc„ -^/^^^J^^^izm^^^i 
^tLmft^SS-C\ 30 mM HEPES-KOH(pH7.8) , 100 mMm^:^])^M,. 2.7 mM 
W^^-^^^-i^^J^. 0.4mM;^'<y^^v?^(■:^;^77-Y•x^5'^^^5^;^^tM), #0.25 mM im 
T^y^20mM. 2.5 uM^J^:t:^Vy(Y—;V, 1.2 mM ATP, 0.25 mM GTP, 16 mM ^ 
i/T5"^^yvi?(|P5feM^I±M))700jul^AtLfCo ^:y^-<i7'^(D^W. 

[0053] (1) CaMKII 6 %h!J:^-irLT^V^fcHeLa»ttmi^(^T5/-fe-r 

Ite^-^/V^iJ'U— -e:?5^t*i6. PBS(-){137 mM NaCl, 8.1 mM Na HPO , 2.68 

2 4 

mM KCl, 1.47 mM KH PO ]i)^20mLA-Dfzb0rsilM'b-^\zXh^. JS'L^ (3,000 rpm, 

2 4 

2 min, 4t:)^. i^f^^tT. ^fc(c;tlD;tfc20mLPBS(-)T«-3i'l>^3!E|j^(93lL 
^5fe)f^tfCo #&tl/fciteJ!&^Sr20mLPBS(-)-eS®MU> ImLT ol.5mL^3.-^{z: 

^i!iL. (15,000 rpm, 3 min, 4t:)U, ±?t^^T, -80t:-e|^#L/Co S^SfClfi 
iiSi^#LT^oV ^^5^^-^' 10*^1 069 #{iiLTfflV\ 3S'i:> (15,000 

rpm. 5 min," 4*0 ±.m^T^\zM^W^^. 10 /z L(^*SMtH/^5/7r— [50 mM 
Tris-Hcl(pH7.5), 1 mM EDTA, 6 mM i3-p«/l';(7:/h^i5'/— ;^}-eSS^^, 

t:::^^*, IxReaction Bufrer{50 mM Tris:^^ (pH7.6) , 10 mM :^i?^i5'*^>'^A, 
0.5 mM ^^^:^-;^Wh--/^}-e¥#'fkLfc-fe-7TX';/iJ';^G-25;>5;^A^.lV^T/^';/7 
7-<^)3^^fe*5j;T^I^@^4(7)i£:9•^^b'^^^^i^*L. 15,000rRm l^PBl(7)31>il^^tTV^ 

[0054] (2) HeLa|fflMmi^^*K<bLyc:CaMKlI 5 (CI j;§y>'^^[:SJ^; 

mmr^^^i^W^l^JhX^nhtlfcCsMYAl 8 ^>y<^mi fi 1{-. (1) -cmhtifc 
HeLaiaj3StttB?^3M U 5xActivation Buffer (5mMj^'ft::*/^v'!J7 A. 5 fi MhhM^^ 
;>{7/V^T^y>'(Tl/^v'J^|±) . 0.05mg/ml^>v'jkftTyU7"5;>')2/i K ImM ATPl m 1 
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. IxReaction BufFerl n K 10%Protease inhibitor Cocktail (v^i^-^ =i«-K#-^ P8340 
. 100%Protease inhibitor Cocktail^ IxReaction Buffer^^V^TlOf^^f^Jvljiipff^ 
)^\nm7L. 30°C. 20:9'WoyW>=3r^-<-:^3>'^fTo7to :.(DR^^M\^. Ix 
Reaction Buffer mOf^^f^UcCy- ¥]ATP1 n :^S?rlO/z lit. 30°C. 20 

[0055] HI 1 12fe7cSDS-PAGEmM^i!}Oi^;l^^LfCo li*EBiiSi5'>'/-«i^ie-^^^ -e# 
CaMKII 5 g"^'|4(-oV^TJi. Activation Buffer :tl/U^f=L]) 

^^J;^y>'ig^[:{i^^5'^^^5^7'^7>'K@^T'fe6^:i:^^i-o CaMKll a ^M^tzM^. 
Activation Buffer#^£T{-^3V^T. ISamt^®1^3te/<:/K;6Sm^$nfc(|g^i^^) 
0 rtLb(^/^yK{*Activation Buffer^#^£T{-*5V^T^i^'iS^fc5V^fiiE<?^^oTV^ 

- -fCo CKTP^m. CaMKII 5 i)^^/l^i^^M.Mci-^:h^]^^'fzL^Jyi^^m\^^i-~-^m 

(^flfeo/^>'KttCaMKii 6 of^ffitcj;ory:/^>fb$tifcHBj5aatti?^4'o^://'?^® 

[0056] m2xnmu(DRft^^n^tim^. KJtM^2^^%mn^W}xmmLfci,(D^^sL 

fCo |212A(i, Activation Buffer##^ET, |ll2iBtt, Activation Buffer#^STT*SJS 
^nofch<0, |12C{4. CaMKII 6 O^^C^^^9^^:DHFR^fflV^/c'bOT'fe5o A, CXU 

CaMKII 5 (Di'fmi^x^xr^mit^tifcms^i^tii'm^(D^>^<i!!'nx^h^t%^h 
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[0057] El 1 . 2{C*5V ^-r . CaMKII 5 (D^tET\^^l^^tlfc])ymt^y^<^W\ats 

CaMKII 5 \mBKV>m\:^tltc-h(D. RUCeMKU 5 iCUymit^tltz^t{::X<0^ 

^\'lV>mt^tltch(D7!)^^MlX\^^^o -;^> CaMKII 6 ^#4Tfe5V^{iCaMKII 
5 (Dmm^-i-^\^^WX'^fj:\^^m'¥ {Actuation Buffer-) (D^Xilktii^tlfcVl^m 

itry^<m\t. CaMKII 5 (Dm^wmm^imTymit^fitzh(D. -rtit^h 

^±©J;5{31. if%m(OlsmK^^. CaMKII 6 ;65HeLa^Mtiltl WLT^^L 

[0058] (DCaMKIIS {Cj;^9];:/^'^|^$i^fcHeLa*fflJlSS5R^>'^^i:7Kc7)|^^ 

•^^yV^2d^7tnM.%.m^hmmU h])^i^y^^. MALDI-T0FMST'^:7'^K 

, 7^-^yYA\-i.e\¥Wy/<^W. :^5J^°5/hB{tstres-induced phosphoprotein 1 (STIPl) 

[0059] (2)|^^$^lfcilfe^Ote^^5yop$giSiR 

1 X lO%(DHeLmMz.1l^LXl mIOTRIzoI(invitrogen)^;!JD;i, TRIzoU^^#$ 
KX^^^^-fxiY^x-Mzm^. RNAttmC^jiSlOOng/ /xD^^fofCo i^^¥SJf& 
fi^ TaqMan reverse transcription reagents(Roche)^ffiV'»TfTV'*v HeLa cDNA^H 

7°7-<-^- (ia^iJ#-^4iiB?lJ#^6) ^ffl V ±|ETi#bnfcHeLa cDNA^^M 
{CPCR?fe{^J;'91ii|'iL. pT7-Blue {■^xiy'ry'^^t) -<^^-(c:i?D-^>'i/LfceIF4B 
jt-^^ (GenBank Accession No. AB076839) , STIPl fi^^ (GenBank Accession 
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No. BC002987)^ffll^T. GSTii!fjl^^^:t:^-S-hyy:^y=^y—^)MB'=f-Wi'km 
spliti^-TT^CRrfeCSawasaki, T., et al., PNAS, vol. 99. 14652-14657, 2002)^ffiV^ 

f!llt;it¥oT^To/Co 

[0060] (3) in vitro VymtT^y±4 

^j]^^'^:ty:^yJ>^^m^LfzU^mm^y^<^M&K^^^^X. CaMKII 8 t(DR 
ft^^^^LfCo Glutathione-Sepharose 4B(T-7->-t.^)MJ!l^l0'f^4Ol x Reaction 
bufferT-3|Eli5fe?^L. ;&7i^i^^X^#ft<^)l x Reaction bufferX'ii^Lf:: 
Glutathione-Sepharose 4BmB^'^^LtZo lWM(D-fl^Zf/V-hfd02On'L(D±MM 
ll^ffiSL. 20juL(DGSTS4-^^>'/N°i>KSK(GST-elF4B. GST- STIPl) 
i^lfz.B.^M^M^-(>'^^-<-mX:. lh)L. GST(|!i!'^^>'/N°i^MS®^±IS« 
\Z.^^^^tL, i^^L^(800 X 5 min)^(c:, ±.m^^X^ M^200/i L(Z)1 x 
Reaction bufrer-eiHIgfe^L. ^m±MtnmKm>b\^±.m^^X. mm\Z.-^yT'f 
5/^^;^G-25;^;7i=^^>fflV^Tl x Reaction bufferfC^S^bfclO/i LOCaMKII 6 , 3m L 
(D5X Activation buffer. 2 ^L^Sfg^lRCy -^^P]ATP^;!3Px.. h(30°C. 
20 min) L. ^>L^ (800 x g, 5 min) ±^f ^I^^L. 200 ii LOl x Reaction 
bufFer-eainjgfc^L. 15/iL(DlX SDS-Sample bufferlrAPx.T5^>rH^Jj<'</V^, 7.5 
-^^ft (12.5 % e-PAGEL, T-V^) l.fc, #5>tL/c^Vl-^^^$-ti:. :^--Vyiyir^y^ 
^-(BAS-2500, 7v^7^y^A)^^TV^. |^[|t^{Cj;i9#bn/c^^^ll^/TL^c((l]4)o 
^(^^^. GSTill!'g-eIF4B*Dj:D?STIPl;asCaMKII 6 }Cj:oTy>^<b$tL5^^C?;65^ 
^^tLfCo rti{c:J;!9, 2^%mM.^WiX^m-W\%\Jt:^ir^yh-bK eIF4BjoJ;U? 
STIPl-efc6Ci:;a\ in vitroT:yir-r(Cj;o-C'b?t^$tLfCo 

[0061] (4) semi-intact yy^-fbT^z-fe^ 

CaMKII 6 ?:h7V;^:7ii5'iX3^ffl'<i^i$'— pcDNA3.1(-) (invitrogen){C^IjZi^. ^ 
fetCfcr. HeLa^ffljiatCiie^^^^Ab/Co lHli|XLyc:m{c:50M L(7)ttm/<>y:7z 

xV^^G-25;i7^i^^ffiV^Tl X Reaction buffertC^S^^L. 30 nLOy^y^r^^^ 
HeLa^J3Stttti?^f-4.5 m LOlmM ATP, 3/x L603 x Reaction buffer, 9 n LC7)3 x 
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Activation buffer^AP;!. T^WV^^^-i^a^^CSO'C. 20 min)^. 3;z L(D[7 - P 

lATP^m^. -f:y^=L^-^yByi30°C. 20 min) \z^W^mitEJt^^n-^tco RJt 

-(BAS-2500. 7v=7^/l-A)^fTV\ Vymit7.^°yh^mmUcm5)o W^W:. 
CaMKII 5 ^hT^:^y^^i^ByLfcMKiS\,^XhelF4BisXmTlPMy^<t^ 
fl^^ti)^t>-b^^fz., CaMKII 6 {iHeLa^ffllS•T?tJ^^LT^^'5r<^«^^$t^.T^^5fc 
J?), eIF4Bi3j;D«STIPl;6SCaMKII 6 <^^^SKT'fe5r<b^^i-t(D^St3tL6o 

l^>l±©)g:i:;6^^. *l|BJ<D^6^«ttm^S^fflV^fclin vitro :^^^)-=^y^^mt^ 
. in vivoT-fe?)^W^J5ScoynT-r>';^-r^->^C)5?^SK^I^^'5rtg^£:fe-ifeTfc5 

[0062] if\mn..^mkZ.Xy)Z.Z.\Z.m^^f\^^t^^o:>^ 0^#|^Fttlli#-§-2OO3-353949 

[0063] [|lll]ljSfc7cSDS-PAGE«m^li)(^;i$* 

[|12]A Activation Buffer##STtr02]^5cfl;M^l!jO^:i: B Activation 
Buffer#^tTW2^7n«M^ll)0^^ C CaMKII 6 Oft:b"9{-DHFR^fflV^fc 

2^7C«^^i](^^m 

^Yy<^—yh^h^^^i\.. elF4B*5j;t5STlPiT'fcS::<i:;5S|^^T-^fco 

[[ll4]In v\\vory±^(Dmo GSTii!!!'a'eIF4B*5<tU«STIPl:d5CaMKII 5 xm^KT^m. 

[Iil5]senii-intact T^mtTy^^oym. CaMKII 6 jt^Ki^^h7>';=^7^^'>3:/Lfc 
HeLa|fflJ!S(-*5V ^T. eIF4B*5=tTJ«STIPl«7)y >'^{k/5S5i^^;}xfCo 
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y')-^-'^:y^<'^m^^^^\^i^:L^fi^im\^^^xmt^^\i^nmmw^mn 
YW-r.y^°^m^^^mmz.^n^\m\^^^xm\t^^md^mmw<D^\^ 
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